Bacterial Transformation Protocol (rev 3Mar2010, JCH)
Reagents Needed:

Ice bucket with ice

Calcium competent Escherichia coli (These are located in the -80C freezer)


Make certain you obtain the correct strain for your need (Cloning vs. Expression)


Don’t forget Negative control!

42C Water bath

Luria-Bertani Broth (500 uL needed per Escherichia coli aliquot; NO Antibiotic)

Luria-Bertani Agar plates containing appropriate antibiotic (Check plasmid and bacterial strain)

Flame-Boy

Stainless steel Cell Spreader

Complete set of pipets

Procedure:

1) Place cell aliquots on ice

2) Add DNA to be transformed to cell tubes, taking care to add DNA to correct tubes

a. Do not exceed 10 uL of DNA solution

3) Mix DNA into cell suspension gently by aspiration.  Do not introduce air bubbles to the samples

4) Place cells back onto ice for 10 minutes

5) Remove cells from ice and place into 42C water bath for 2 minutes

6) Remove cells from 42C water bath and place on ice for 10 minutes

7) Add 500 uL of Luria-Bertani broth and place cells in 37C incubator with shaking for 45 minutes.

8) Place a number of Luria-Bertani Agar plates with antibiotic(s) equal to twice the number of cell tubes used in transformation protocol in a 37C incubator to allow them to warm to 37C.

9) Remove the plates from the incubator and with a permanent marker, label the agar containing part of the dish with: the date, the strain and plasmid used, the antibiotic used and, for each tube of cells used, label one plate ‘10 uL’ and another plate ‘100 uL’.  You will use these volumes from the tubes to inoculate the plates in the next steps.  Label around the edges of the plate, NOT the center of the agar.  You won’t be able to see any colonies if you write anywhere except the edges.

10) After the the cells have incubated for 45 minutes, remove them and add the amount corresponding to the label on the agar plate to the surface of the agar.  Dunk a cell spreader in 70% ethanol, pass it through a flame to burn the ethanol off and allow it to cool for 30-45 seconds BEFORE touching it to the surface of the agar plate.  Do not touch the cell spreader to any surface after flame sterilization or you need to repeat the process.
11) Gently spread the cell aliquot around the surface of the agar, close the lid and invert the plate (Agar side up).  When all plates have been inoculated, place them in the 37C incubator overnight.

